Abstract Genetic variation on the Y chromosome has not been convincingly implicated in prostate cancer risk. To comprehensively analyze the role of inherited Y chromosome variation in prostate cancer risk in individuals of European ancestry, we genotyped 34 binary Y chromosome markers in 3,995 prostate cancer cases and 3,815 control subjects drawn from four studies. In this set, we identiWed nominally signiWcant association between a rare haplogroup, E1b1b1c, and prostate cancer in stage I (P = 0.012, OR = 0.51; 95% conWdence interval 0.30-0.87). Population substructure of E1b1b1c carriers suggested Ashkenazi Jewish ancestry, prompting a replication phase in individuals of both European and Ashkenazi Jewish ancestry. The association was not signiWcant for prostate cancer overall in studies of either Ashkenazi Jewish (1,686 cases and 1,597 control subjects) or European (686 cases and 734 control subjects) ancestry (P meta = 0.078), but a meta-analysis of stage I and II studies revealed a nominally signiWcant association with prostate cancer risk (P meta = 0.010, OR = 0.77; 95% conWdence interval 0.62-0.94). Comparing haplogroup frequencies between studies, we noted strong similarities between those conducted in the US and France, in which the majority 
Introduction
Family and twin studies have shown that prostate cancer has a clear heritable component which may be among the highest of all cancer types (Amundadottir et al. 2004; Lichtenstein et al. 2000) , Over the last few years, genome wide association studies (GWAS) have successfully identiWed germline variants conferring risks of prostate cancer at over 45 loci (Amundadottir et al. 2006; Chung and Chanock 2011; Eeles et al. 2008 Eeles et al. , 2009 Gudmundsson et al. 2007a Gudmundsson et al. , b, 2008 Gudmundsson et al. , 2009 Haiman et al. 2007; Kote-Jarai et al. 2011; Schumacher et al. 2011; Takata et al. 2010 ; Thomas et al. 2008; Yeager et al. 2007 Yeager et al. , 2009 ). These studies have not implicated variants on the Y chromosome in the risk of prostate cancer, possibly due to the fact that very few Y chromosome SNPs have been included on most genotyping chips used to date. Several groups have speciWcally investigated the role of Y chromosome haplogroups in prostate cancer risk. Many of these studies are inconclusive due to the small number of samples and/or markers used. One of the larger studies was conducted within the multi-ethnic cohort (MEC) using samples from prostate cancer cases and control subjects drawn from four ethnic groups. Of the 41 haplogroups observed, one was signiWcantly associated with prostate cancer in Japanese men (Paracchini et al. 2003) but this association was not replicated in a separate study from Korea (Kim et al. 2007) . No association was seen between Y haplogroups and prostate cancer in a large Swedish study .
The Y chromosome contains the largest non-recombining region in the human genome, spanning almost the entire length of the chromosome. This region is called the nonrecombining Y (NRY) or the male-speciWc Y (MSY) (Rozen et al. 2003) . In the absence of recombination, the NRY passes mostly unchanged from father to son and observed mutations reXect the evolutionary history of the Y chromosome. Binary markers can be used to classify Y chromosomes into haplogroups organized by a phylogenetic tree. A Wrst generation phylogeny of the tree was published in 2002 by the Y Chromosome Consortium (2002) and further revised in 2008 (Karafet et al. 2008 ). The Y chromosome tree now consists of over 300 haplogroups organized into 20 major groups or clades (Karafet et al. 2008) .
Multiple lines of evidence support a possible role for genes on the Y chromosome in prostate cancer etiology. Loss of the Y chromosome is one of the most frequent cytogenetic change seen in prostate tumors and may be an early event in tumorigenesis (Brothman et al. 1999; Jordan et al. 2001) . In support of the previous assertion, chromosome transfer studies indicate that the human Y chromosome suppresses tumorigenicity of human prostate cell lines in vivo implying that it may harbor gene(s) with tumor suppressor function (Vijayakumar et al. 2005) . Based on the essential role of the Y chromosome in secondary sexual diVerentiation and its potential role in disease pathogenesis, particularly related to the secondary sex organs, we explored this genomic region to investigate whether germline variation on this chromosome plays a role in prostate cancer risk.
Results
We analyzed 7,810 men from the Cancer Genetic Markers of Susceptibility (CGEMS) scan in stage I of this study. Of the 34 chromosome Y markers genotyped, 26 were observed in our sample (8 markers were monomorphic). With such a sample size, we were able to accurately characterize and estimate the Y chromosome frequency distribution in populations of European ancestry for 28 haplogroups including three combined groups (R1b1b + R1b*, R1a + R1* and I2b + I2c) as the leaf nodes of the NRY tree (Fig. 1a) . Stage I had 41, 76 and 95% power to detect an association with an odds ratio of 1.3 and a MAF of 0.02, 0.05 and 0.10, respectively (assuming prostate cancer prevalence of 1.5067% and alpha of 0.05) (http:// seer.cancer.gov/csr/1975_2007/).
Stage I association analysis
After genotyping quality control based on completion rates and concordance analysis, a total of 3,995 prostate cancer cases and 3,815 control subjects from four studies were used in the analysis (1994; Calle et al. 2002; Gohagan et al. 2000; Valeri et al. 2003) . This included 1,531 men diagnosed with non-aggressive prostate cancer (Gleason score <7 and disease stage <III) and 2,142 men diagnosed with aggressive prostate cancer (Gleason score ¸7 or stagȩ III).
Of the 26 haplogroup markers analyzed, one was signiWcantly associated with overall prostate cancer at a nominal P value threshold of P · 0.05 (Table 1 ). This was haplogroup E1b1b1c (locus M123, formerly named haplogroup E3b1c) (P = 0.012, allelic odds ratio (OR) 0.51; 95% conWdence interval 0.30-0.87), a rare haplogroup with a 1.1% frequency in control subjects in our sample set. When the analysis was performed according to degree of diVerentiation and severity of prostate cancer, this haplogroup was signiWcantly associated with non-aggressive prostate cancer (P = 0.017, allelic OR 0.33; 95% conWdence interval 0.13-0.86) but not with aggressive prostate cancer (P = 0.091, allelic OR 0.59; 95% conWdence interval 0.32-1.09). However, the diVerence between the two case groups was not signiWcant (P = 0.48).
Based on the Y chromosome haplogroup tree structure (see "Methods" section and Fig. 1a ), we were able to test three additional haplgroups (J1, IJ, IJK) for which markers were not directly genotyped. These three haplogroups did not signiWcantly associate with overall risk of prostate cancer (data not shown) ( Table 1) .
Population substructure of E1b1b1c carriers
We assessed the population substructure for E1b1b1c haplogroup carriers using principal components analysis (PCA) from the initial CGEMS GWAS dataset (Thomas et al. 2008; Yeager et al. 2007 Yeager et al. , 2009 ). In addition we evaluated one common haplogroup, R1b1a2 (43.7% frequency in control subjects from stage I) as it had the second lowest P value in stage I (P = 0.054). Carriers of the E1b1b1c haplogroup showed a distinct distribution of the Wrst and second eigenvectors (EV1 and EV2) in this analysis that separates them from the majority of the European ancestry subjects, i.e. negative values for EV1 and positive values for EV2 (Fig. 2a) . Conversely, the population substructure of R1b1a2 haplogroup carriers was similar to that of the majority of subjects in our study, implying Northwestern European ancestry. We compared the population substructure pattern of E1b1b1c haplogroup carriers to the large number of individuals in the initial CGEMS prostate cancer scan (Thomas et al. 2008; Yeager et al. 2007 Yeager et al. , 2009 ) and a GWAS of breast cancer in families of Ashkenazi Jewish descent (Gold et al. 2008 ) and noted strong clustering with a group of individuals of self-reported Ashkenazi Jewish descent with similar values for EV1 and EV2 (Fig. 2b) . The majority of E1b1b1c haplogroup carriers in our study (37 out of 62) were Ashkenazi Jewish alike by this comparison. Therefore, the frequency of E1b1b1c in inferred Ashkenazi Jewish individuals in our study was estimated to be approximately 15% (37/240). A similar number has been reported in men of Jewish ancestry (Hammer et al. 2009 ). These Wndings prompted a replication phase in sample sets of both European and Ashkenazi Jewish ancestry.
Limited evidence for association to prostate cancer in Stage II analysis
We attempted replication of the E1b1b1c and R1b1a2 haplogroups in three prostate cancer cohort studies of European ancestry from the continental USA, the Physicians' Health Study (PHS) (Ma et al. 2008) , the Health Professionals Follow-up Study (HPFS) (Chen et al. 2005) , the Agricultural Health Study (AHS) (Alavanja et al. 1996) ; and in two case-control studies of Ashkenazi Jewish ancestry collected in the USA, from the Albert Einstein College of Medicine (Einstein) (Agalliu et al. 2009 ) and the Memorial Sloan Kettering Cancer Center (MSKCC) (Gallagher et al. 2010 ). The three European ancestry studies included a total of 1,272 prostate cancer cases and 1,932 control subjects; the two Ashkenazi Jewish ancestry studies included a total of 1,686 prostate cancer cases and 1,597 control subjects. Neither haplogroup was signiWcantly associated with overall prostate cancer risk at a nominal P value in any study ( Table 2) nor was a meta-analysis of the combined studies signiWcant (P meta = 0.078 for E1b1b1c and P meta = 0.36 for R1b1a2). For non-aggressive prostate cancer, the E1b1b1c haplogroup was signiWcantly associated at a nominal P value in the Einstein study only (P = 0.024, allelic OR 0.66; 95% conWdence interval 0.45-0.95). However, a meta-analysis of non-aggressive cases in all stage II studies was nominally signiWcant (P meta = 0.025, allelic OR 0.68; 95% conWdence interval 0.49-0.95). No other signiWcant associations were noted.
A meta-analysis of stage I and II results for the E1b1b1c haplogroup revealed a nominally signiWcant association with risk of prostate cancer overall (P meta = 0.010; allelic OR = 0.77; 95% conWdence interval 0.62-0.94) and with risk of non-aggressive prostate cancer (P meta = 0.0077; allelic OR = 0.67; 95% conWdence interval 0.50-0.90) but not For the nonaggressive model, subjects in two categories ("FPCC" and "age <50") could not be used because we there are no case subjects in either category. Therefore, the total number of controls is smaller than in the overall and aggressive models Haplogroup with risk of aggressive prostate cancer (P meta = 0.28). In Stage II, we had 60% power to detect a variant with 13% MAF and an OR of 0.8 in the Ashkenazi Jewish sample set, but only 25% power to detect a variant with 3% MAF and an OR of 0.7 in the European American sample set.
Haplogroup frequency and population distribution Y chromosome haplogroup frequency distribution in controls from each of the four study populations from phase I was summarized and compared in Fig. 1b . Two of the studies, namely CPS-II and PLCO, include subjects from continental USA. Their haplogroup frequencies are very similar with an average diVerence of 0.8% and a maximum diVerence of 5.8% for the combined category of haplogroups R1b1b + R1b*. The CeRePP study, conducted in France, is relatively similar to the US studies with an average haplogroup frequency diVerence of 2.2%, and a maximum diVerence of 24.3% for the combined group of R1b1b + R1b*. The greatest diVerence in frequency was seen for ATBC, a Finnish study, with an average haplogroup frequency diVerence of 5.2% and a maximum diVerence of 54.4%. This stems from a very high frequency of haplogroup N1c in this study (55.6%), while it is infrequent in the other three studies from the US and France (0.8% in CPS-II, 1.7% in PLCO and 0.4% in CeRePP). Second, R1b, the most frequent haplogroup overall, is seen in over 50% of subjects in PLCO, CPS-II and CeRePP but only in 4.8% of Finnish subjects. The third largest diVerence was noted for haplogroup I1 which was more common in Finns at 27.6%, as compared to 13.9% in PLCO, 11.2% in CPS-II and only 8.1% in CeRePP.
Haplogroup E1b was observed at low frequencies in all studies and its sub lineage E1b1b1c was seen in approximately 1-2% of subjects from the two US studies (PLCO and CPS-II) and the French study (CeRePP), whereas it was absent from the Finnish study (ATBC). Other haplogroups were absent or rare in the four studies.
Discussion
In this study, we explored the role of germline Y chromosome variation in prostate cancer risk. Previous studies have not analyzed such a large sample size with as many markers in individuals of European ancestry. Because of the threshold for MAF chosen for this study (¸1%), we had limited capacity to detect risk variants with low to medium frequency and eVect sizes. Prostate cancer GWAS to date have used arrays with limited coverage on the Y chromosome. As an example, in CGEMS, of the approximately 500,000 SNPs genotyped in stage I, only ten Y chromosome markers passed quality control assessment and were included in the primary analysis; this limited set of variants on the Y chromosome included only four that mark chromosome Y haplogroups (Thomas et al. 2008; Yeager et al. 2007 Yeager et al. , 2009 Gudmundsson et al. 2007a Gudmundsson et al. , b, 2008 Gudmundsson et al. , 2009 Haiman et al. 2007; Kote-Jarai et al. 2011; Schumacher et al. 2011; Takata et al. 2010; Thomas et al. 2008; Yeager et al. 2007 Yeager et al. , 2009 .
One haplogroup of interest was noted in phase I of our study; the E1b1b1c haplogroup was nominally signiWcant in the overall prostate cancer and non-aggressive prostate cancer groups. The marker that denotes this haplogroup is located in the last intron of the taxilin gamma 2 pseudogene (TXLNG2P) on chromosome Yq11.222. This haplogroup was analyzed in a second phase using replication studies of European and Ashkenazi Jewish ancestry along with a more common haplogroup, R1b1a2. Neither haplogroup was signiWcantly associated with overall prostate cancer risk in stage II. A meta-analysis of stage I and stage II results yielded a P value of 0.010 for the E1b1b1c haplogroup. Although nominally signiWcant, this P value is unremarkable in comparison with the rigorous threshold required for signiWcance in GWAS studies (Wellcome Trust Case Control Consortium 2007) , suggesting that further studies are required to establish this association. Although our analysis does not provide strong evidence for a relationship between variation in the Y chromosome and prostate cancer, it can be argued that the appropriate statistical threshold to be applied to a study of approximately 30 markers should not be as stringent as a GWAS threshold. However, the probability of false-positive Wndings is high, even in a study of our size and power (Wacholder et al. 2004) especially in the Wrst stage where E1b1b1c haplogroup frequency was very low. In addition, we cannot exclude a chance Wnding due to population stratiWcation.
Our study represents the largest analysis to date of a possible association between Y chromosome variants and prostate cancer. The role of germline variation on the Y chromosome had been assessed previously, but with limited sample and/or marker sets. One of the most complete studies published was conducted within the MEC (Paracchini et al. 2003) . Four ethnic groups with a total of 930 cases and 1,208 control subjects were included. One of the 41 haplogroups observed in the study was signiWcantly associated with prostate cancer risk in Japanese men with a P value of 0.02 (Paracchini et al. 2003) . Despite the large overall sample set in this study, each ethnic group only consisted of approximately 100-150 case-control pairs, limiting power considerably. No haplogroups were signiWcantly associated with prostate cancer risk in a small Korean study that assessed 14 markers in approximately 106 cases and 110 control subjects, including the haplogroup reported in the MEC study (Kim et al. 2007 ). Lack of an association between Y haplogroups and prostate cancer was also reported in a Swedish study assessing Wve ChrY markers in 1,452 cases and 779 control subjects of N-European background . Our results appear to conWrm an overall lack of importance for germline variants on the Y chromosome and prostate cancer risk.
Frequencies of Y chromosome haplogroups vary considerably between diVerent geographical regions and ethnic groups, and have turned out to be informative in studies of human evolution and migration. In Europe, marked diVerences in haplogroup frequencies are observed between countries in Northeastern, Northwestern, Southwestern, Southeast and Central Europe (Wiik 2008) . In addition, the Ashkenazi Jewish community has a speciWc pattern that is reminiscent of non-Ashkenazi Jewish communities in the Near East (Behar et al. 2004 ). We observed a diVerent distribution of major haplogroups in subjects of Northwestern European ancestry (represented by the majority of subjects from the US in PLCO and CPS-II), Northeastern European ancestry (represented by Finnish subjects in ATBC) and Western/Central European ancestry (represented by French subjects in CeRePP). Haplogroups in the US and French studies can mostly be accounted for by the R and I haplogroup clans with a combined frequency of 81-85%; R1b1a2 and I1 were the most common sub branches. The R1 haplogroup clan originated in Eurasia and migrated into Europe where it divided into two subgroups, R1a (common in Eastern Europe) and R1b (common in Western Europe) (Wiik 2008) . R1b1a2 shows an East to West gradient in Europe and is very common in Spain, France, UK and Ireland (Balaresque et al. 2010) . Haplogroup clan I1 appears to have originated in the Balkans and migrated north throughout Europe (Wiik 2008) . It is most common in Scandinavia and Northwestern Europe and gradually decreases in Central and Southern Europe (Wiik 2008) . Finnish subjects were strikingly diVerent from the other three studies with a preponderance of N1c (56%) and I1 (28%) haplogroups and few R1b carriers. The N1c haplogroup is thought to have an Eastern or Central Asian origin and probably reached Eastern Europe via expansion through Siberia (Rootsi et al. 2007 ). The frequency of this haplogroup in Finland has been reported to be 58% (Wiik 2008) .
Genotypes in stage II conWrmed the scarcity of E1b1b1c in subjects of European ancestry (1-2%) and revealed a higher frequency in the two Ashkenazi Jewish studies (13-14%), in line with previous reports (Hammer et al. 2009 ) indicating similar Y chromosome haplogroup frequencies in men of Ashkenazi Jewish descent living in the US and those from Jewish communities in the Middle East. E1b1b1c may have arisen in Northeastern Africa, and migrated through the Levantine corridor to the Near East and Europe (Semino et al. 2004) . In a similar manner, haplogroup R1b1a2 was seen in 50-59% of the subjects in diVerent European American studies but only 10-11% in the two Ashkenazi Jewish studies.
In conclusion, we found limited evidence for an association between Y chromosome haplogroups and risk of prostate cancer in populations of European and Ashkenazi Jewish ancestry using a large sample set close to 4,000 case-control pairs in Stage I and 2,300 case-control pairs in Stage II. Weak but consistent evidence for a protective eVect for haplogroup E1b1b1c was seen in all studies with a nominally signiWcant meta-analysis, thus, calling for additional replication eVorts for this haplogroup in populations of Ashkenazi Jewish and European ancestry. The diVerent frequencies seen in subjects from the four stage I studies may limit power to detect true associations for some branches of the Y haplogroup tree. Furthermore, correcting for population substructure based on autosomal SNPs may not be optimal, as Y chromosome inheritance only reXects male lineages that may have somewhat diVerent characteristics throughout human history and population migration as compared to that of females. Although we cannot exclude a role for all chromosome Y haplogroups in prostate cancer etiology, our study has good power to detect common alleles with relatively large eVects. Smaller or population speciWc eVects for the haplgroups tested here, or for other haplogroups, could exist and should be studied by testing comprehensive sets of chromosome Y haplogroup markers in additional studies.
Materials and methods

Study population
Stage I of this study included 3,995 men diagnosed with adenocarcinoma of the prostate and 3,815 control subjects from three case-control studies nested within cohorts and one hospital based case-control study, previously analyzed in stages I and II of the Cancer Genetics Markers of Susceptibility study (CGEMS). Study details have been published previously (Thomas et al. 2008; Yeager et al. 2007 Yeager et al. , 2009 .The cohort studies were: the Prostate, Lung Colorectal and Ovarian Cancer Screening Trial (PLCO, subjects from continental USA) (Gohagan et al. 2000) ; the American Cancer Society Cancer Prevention Study II (CPS-II, from continental USA) (Calle et al. 2002) and the AlphaTocopherol, Beta-Carotene Cancer Prevention Study (ATBC, from Finland) (1994). The case-control study was the French Prostate Case-Control Study (CeRePP, Centre de Recherche pour les Pathologies Prostatiques, from France) (Valeri et al. 2003) . The number of subjects included from each study is shown in Supplemental  Table 1a . We incorporated prostate cancer stage and grade at diagnosis to distinguish between non-aggressive (Gleason score <7 and disease stage <III, n = 1,531) and aggressive prostate cancer (Gleason score ¸7 and/or disease stagȩ III, n = 2,141) as deWned in CGEMS (Thomas et al. 2008) .
Stage II included 471 prostate cancer cases and 490 control subjects of European descent from the Physicians' Health Study (PHS, from continental USA) (Ma et al. 2008) ; 215 prostate cancer cases and 244 control subjects of European descent from the Health Professionals Followup Study (HPFS, from continental USA) (Chen et al. 2005) ; 586 prostate cancer cases and 1198 control subjects of European descent from the Agricultural Health Study (AHS, from NC and IA) (Alavanja et al. 1996) ; 933 prostate cancer cases and 1,221 control subjects of Ashkenazic descent collected by the Albert Einstein College of Medicine (Einstein, majority recruited from NY, FL, CA or NJ, USA) (Agalliu et al. 2009 ); and 753 prostate cancer cases and 376 male control subjects of Ashkenazic descent collected at the Memorial Sloan Kettering Cancer Center (MSKCC, from Northeast USA) (Gallagher et al. 2010) . Prostate cancer stage and grade at diagnosis were included to distinguish between non-aggressive (Gleason score <7 AND disease stage <III, n = 194 for PHS; n = 172 for HPFS, n = 338 for AHS; n = 416 for Einstein and n = 212 for MSKCC) and aggressive prostate cancer (Gleason scorȩ 7 OR disease stage ¸III, n = 167 for PHS; n = 80 for HPFS, n = 85 for AHS; n = 457 for Einstein and n = 364 for MSKCC).
The study protocols for each study were approved by the Institutional Review Board of each corresponding institution, and written informed consent was obtained from all study participants.
Marker selection and genotyping
Markers were selected to detect chromosome Y haplogroups with minor allele frequencies (MAF) ¸1% in populations of European descent, using data from the International Society of Genetic Genealogy (ISOGG) (http://www.isogg.org/tree/ ISOGG_YDNA_SNP_Index.html) 2011 update, the Y Chromosome Consortium (http://ycc.biosci.arizona.edu/) (Karafet et al. 2008; Underhill et al. 2001) and from HapMap (http:// hapmap.ncbi.nlm.nih.gov/). TaqMan custom genotyping assays (ABI, Foster City, CA, USA) were designed and optimized for 34 biallelic chromosome Y markers (32 SNPs and 2 insertion/deletion polymorphisms) based on the Y Chromosome Consortium, ISOGG and HapMap databases.
For stage I, DNA was extracted from blood samples for all studies except a subset of CPS-II where buccal cells were used for a subset of subjects (n = 939). After pregenotyping quality control at the Core Genotyping Facility (CGF) of the National Cancer Institute of the National Institutes of Health, Gaithersburg, MD, USA (http:// cgf.nci.nih.gov/operations/pregenotyping-qaqc.html), 34 SNPs were genotyped on 9,501 samples in stage I using TaqMan genotyping assays (ABI, Foster City, CA, USA). The average concordance for 146 duplicate samples was 99.75%. Samples were excluded based on a completion rate <80% or ¸2 heterozygous genotypes. After genotype quality control (Supplemental Table 1a ), 8,157 samples remained (including 8,011 subjects of which 7,810 men (3,995 cases and 3,815 controls) had all covariates used in the association analysis). Eight markers were monomorphic in our data set (Supplemental Table 2 ), thus leaving 26 polymorphic markers for analysis.
For stage II, DNA was isolated from blood for all studies except for the samples from Einstein where DNA was obtained from mouthwash. A subset of DNA samples from the AHS study (n = 1,858) were whole genome ampliWed prior to genotyping using the GenomiPhi™ version 2 kit (GE Healthcare) at the Core Genotyping Facility (CGF) of the National Cancer Institute of the National Institutes of Health, Gaithersburg, MD, USA (http://cgf.nci.nih.gov/ operations/wga.html). Two SNPs (M123 for haplogroup E1b1b1c and M269 for haplogroup R1b1a2) were genotyped in stage II on 6,695 samples using TaqMan genotyping assays (ABI, Foster City, CA, USA) at CGF and on 1,213 samples at MSKCC (for MSKCC samples). This included 6,487 subjects (2,958 case and 3,529 control subjects). The E1b1b1c haplogroup was genotyped in samples from Einstein, MSKCC, PHS and HPFS; the R1b1a2 haplogroup was genotyped in samples from Einstein, MSKCC, PHS and AHS. Genotype quality control was performed in a similar manner as for stage I studies (detailed in Supplemental Table 1b ). Concordance rates for duplicate samples (n = 91) were 99.9%.
Statistical analysis
The association between haplogroups of the Y chromosome and prostate cancer risk was examined using a logistic regression model adjusted for age, study center and Wrst principle component previously constructed based on CGEMS genotype data (Thomas et al. 2008; Yeager et al. 2007 Yeager et al. , 2009 as it was signiWcant in the base model, to correct for population stratiWcation if available. All subjects were of self-described European ancestry.
The variance weighted Wxed-eVect meta-analysis was performed to assess the overall statistical signiWcance of stage II studies as well as combination of stage I together with II studies. Results were not corrected for multiple testing because of the strong dependence among the markers on this chromosome. Because all the Y haplogroups map to a haplogroup evolutionary tree, each branch in the tree can be cut and thus creating a bipartition of all individuals. Individuals under each cut will have inherited the mutation incurred on that branch. The case/control imbalance could therefore be tested by comparing two groupings of subjects. This is exactly the same as testing the genotypes of individual markers. To make full use of the data, genotypes from untyped branches were imputed if possible, based on its ancestor and sibling nodes in the tree. As an example, we could infer genotypes for J1 because both J and J2 were genotyped (Fig. 1a) . We searched across all the branches in the tree and tested three additional untyped haplogroups, namely J1 (M267), IJ (M429) and IJK (M522). A branch was not analyzed if there was a directly genotyped derived/ ancestor branch with a diVerence in frequency of <0.001. For example, M96 and M203 are almost the same because frequencies of haplogroup D in all study populations were close to 0. Thus, testing of the imputed marker M203 became redundant when the directly genotyped marker M96 was already analyzed.
Validation by sequencing
Genotypes for the two markers selected for replication (M123 for haplogroup E1b1b1c and M269 for haplogroup R1b1a2) were conWrmed by sequencing in 94 subjects from the current study. They were chosen from the PLCO, CeRePP and CPS-II studies in stage I such that approximately one-third (E1b1b1c) or half (R1b1a2) carried each haplogroup. Primers were designed with the program Primer3 (http://frodo.wi.mit.edu/primer3/) and used for PCR ampliWcation of the genomic regions containing the 2 markers (Supplemental Table 3 ). PCR ampliWcations were performed with 10 ng genomic DNA using the AmpliTaq Gold 360 master mix (ABI). The samples were cleaned using AMPure beads (Agencourt) on a Biomek FX (Beckman Coulter). After resuspending the beads in 50 l of water, PCR products were sequenced using primers for the two markers and an ABI PRISM Big Dye Terminator version 3.1 cycle sequencing kit (Applied BioSystems, Foster City, CA, USA). Sequencing was performed on an ABI 3730 capillary sequencer (Applied Biosystems). A 100% concordance was noted for E1b1b1c and 98.9% concordance for R1b1a2.
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